Pette Institute, Leibniz Institute for Experimental Virology in Hamburg, Germany. Three lung tissue samples from chickens (layers >21 weeks of age) were randomly selected in each of the 3 affected regions and homogenized in phosphate-buffered saline. Virus-containing supernatants were used to inoculate 11-day-old embryonated specific-pathogen-free chicken embryos that were then incubated at 37°C for 48 hours. Infected chicken embryos were incubated at 4°C overnight and harvested the next day (1). Embryos were not alive at this point. Allantoic fluids were tested by using a standard hemagglutination assay, as previously described (2) . Viral RNA isolated from positive allantoic fluids were subjected to Sanger sequencing (Seqlab Laboratories, Göttingen, Germany). Sequences were obtained for the hemagglutinin, basic polymerase protein 2, nucleoprotein, and neuraminidase genes. Sequences were assembled and analyzed by using Clone Manager 9 Professional Edition (Scientific and Educational Software, Denver, CO, USA).
Phylogenetic analyses were performed by using sequences downloaded from the Global Initiative on Sharing All Influenza Data (http://platform.gisaid.org) and GenBank databases.
We compared sequences isolated from this study with virus strains that caused the 2015 highly pathogenic avian influenza A(H5N1) outbreak in Nigeria and to H5N1 strains obtained from the Global Initiative on Sharing All Influenza Data and GenBank databases (Technical Appendix Table) . Hemagglutinin from Ghana differed from the highly pathogenic avian influenza A(H5N1) virus from Nigeria by 9 aa changes. In the basic polymerase protein 2, from a cluster of 7 detected substitutions, 5 (L89V, G309D, T339K, R477G, K627E) were previously reported as increasing polymerase activity and virulence in mice (1) . Comparing the strain from Ghana with the strain that caused the 2015 Nigeria outbreak revealed 2 aa changes in the nucleoprotein gene and 10 aa changes in the neuraminidase gene. *Bold fonts indicate that 5 mutations observed in sequences from Ghana are part of a group of 7 mutations that have been reported as enhancing polymerase activity and increasing virulence in mice (1) . †Mutations in parentheses were present in 1 of 3 samples from Ketu in the Volta Region of Ghana.
Technical Appendix

